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LISTING OF THE CLAIMS 

This listing of claims replaces all prior listings. 



1. (CURRENTLY AMENDED) A phenol-containing mono-ohase 
Isolating purified RNA comprising phenol at a final concentration ranging 
3%^^ to about 98%^^"^ and a buffer suffident to maintain a pH 
composition in the range from about pfH 3.6 to below pH 4.0. 



comibosition for 
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the final 



cf 



pc^sition for 
about 
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2, (CURRENTLY AMENDED) A phenol-oontaining mono-phase com 
isolating purified RNA comprising phenol at a final concentration ranging 
3%**^ to less than 30%^, and a buffer sufficient to maintain a pH of the fi|ial 
composition in the range from about pl-t 3.9 to about pH 5.5. 

3. (ORIGINAL) The composition according to claims 1 or 2 where the buffer is 
selected from at least one of acetate, citrate, phosphate, phthaJate, tartrat^, lactate, 
or mixtures thereof. 

4. (ORIGINAL) The composition according to claims 1 or 2 further coitnprlsing at 
least one ribonuclease Inhibitor. 

5, (ORIGINAL) The composition of claim 4 wherein the ribonuclease ijnhibitor Is 
selected from at least one of proteinase K, ribonuclease inhibitor from hunian 
placenta, vanadyl ribonucleoside complex, chaotropic salts, or mixtures th ^reof. 
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6. (ORIGINAL) The composition of claim 5 wherein the chaotropic sa ts are 
selected from at least one of urea salts* guanidine salts, or mixtures therep. 

7. (ORIGINAL) The composition of claim 6 wherein the guanidine salts are 
selected from at least one of guanidine thiocyanate or guanidine hydrochloride at a 
final concentration in the range of about 0.5 M to about 6 IVI. 

8. (ORIGINAL) The composition according to claims 1 or 2 further comptising a 
detergent. 

9. (ORIGINAL) The composition of daim 6 wherein the detergent Is sel<bcted from 
at least one of sarcosine» polyoxyethylenesorbitani a dodecylsulfate salt, or njiixtures 
thereof. 

10. (ORIGINAL) The composition according to daims 1 or 2 further co(npri5ing 
an inorganic or organic salt and a chelating agent. 

1 1 . (ORIGINAL) The composition of daim 1 0 wherein the inorganic or ordanic salt is 
selected from at least one of chlorides, phosphates, bromates, acetates, dtrat4s, 
phthalates, tartrates, ladates. or thiocyanates of sodium, potassium, lithium or 
ammonium. 

12. (ORIGINAL) The composition of claim 10 wherein the chelating agfent is 
selected from at least one of dtrates, ethylenediamine tetraacetic salts, or mixtures 
thereof. 
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13. (ORIGINAL) The composition according to ciaims 1 or 2 further co Tiprising 
phenol derivatives seieoted from at least one of phenylethanolp propylene 
phenoxytol, thymol, butylphenol, or mixtures thereof at a final concentratiG|n up to 
about 5%^ 

14. (ORIGINAL) The composition according to claims 1 or 2 further com|)rlsing 
phenol solubilizers selected from at least one of poiyaloohols, monoaloohols, and 
guanidine salts. 



one 



15. (ORIGINAL) The composition of claim 1 further comprising at least 
organic compound in a concentration ranging from about 1%^ to about 5|% 
sufficient to increase the density of the composition. 



1 6. (ORIGINAL) The composition of claim 1 5 wherein the organic combound is 
selected from at least one of cydohexyi bromide, dibromopnopane. d]chlor|Dbenzdlc 
acid, and mixtures thereof. 

17-25. (CANCELED) 

26. (ORIGINAL) A phenol-free phase separation composition for use irf isolating 
purified RNA by phase separation comprising at least one hydrophobic organic 
solvent at a final concentration in the range from about 10%*^ to about 40%^, and 
at least one acid sufficient to maintain a pH in the range of about pH 3.6 tcj below plH 
4.0 during phase separation, and an optional acid solubilizer. 
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27. (ORIGI N AL) The composition of daim 26 wherein the organic eolveibt is at least 
one of chloroform, cart)on tetrachloride, bromochloropropane. bromonaphtal^ne, or 
bromoanisole. 

28. (ORIGINAL) The composition of claim 26 wherein the acid is at Mast one of 
fomnic acid, acetic acid, trichloroacetic acid, aminocaproic acid, lactic acttJ, or 
chlorophenylacetic acid. 

29. (ORIGINAL) A method for isolating purified RNAfrom a biologica sample 
comprising 

a) treating the sample with a reagent comprising phenol at a final coihcentration 
ranging from about 10%^ to about 60%*^ and at least one ribonucif ase 
inhibitor, 

b) mixing the sample with at least one hydrophobic solvent while majntaining a 
pH in the range from about pH 3.6 to below pH 4.0, 

c) recovering purified RNA from an aqueous phase to which about dn equal 
volunne of a water-soluble organic solvent is added to precipitate the purified 
RNA, and 

d) washing and solubilizlng the precipitated RNA. 

30. (ORIGINAL) The method of claim 29 wherein the reagent in (a) fi^rther 
comprises a buffer selected from at least one of acetate, crtrate, phosph^jte, 
phthalate, tartrate, lactate, or mixtures thereof. 
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31 . (ORIGINAL) The method of claim 29 wherein the reagent in (a) filrrther 
comprises at least one ribonuciedse inhibitor. 



32. (ORIGINAL) The method of claim 31 wherewith the ribonuclease 
selected from at least one of proteinase K, ribonuclease inhibitor from hiiman 
placenta, vanadyl ribonucleoside complex, chaotropic salts, or mixtures thereof. 



inhibitor is 



are 



33. (ORIGINAL) The method of claim 32 wherein the chaotropic salts 
selected from at least one of urea salts, guanidine salts, or mixtures thereof. 



34. (ORIGINAL) The method of claim 33 wherein the guanidine salts 
from at least one of guanidine thiocyanate or guanidine hydrochloride at 
concentration in the range of about 0.5 M to about 6 M. 



are selected 
a final 



35. (ORIGINAL) The method of dalm 29 wherein the reagent In (a) further 
comprises a detergent. 



selected 



36. (ORIGINAL) The method of claim 35 wherein the detergent is 
least one of sarcosine, polyoxyethylenesorbitan, a dodecylsulfate salt, or 
thereof. 



37. (ORIGINAL) The method of claim 29 wherein the reagent in (a) farther 
comprises an inorganic or organic salt and a chelating agent. 

Page 6 of 1 2 
PAGE 6/12 ^ RWD AT imOS 9:13:31 AM [Eastern to^^^^^ 



from at 
mixtures 



BEST AVAILABLE COPY 



OCT. 28. 2005 9:16AM 513 241 6234 



NOJ775 P. 7 



38. (ORIGINAL) The method of claim 37 wherein the inorganic or orsjanic salt is 
selected from at least one of chlorides, phosphates, bromates, acetates, citrates, 
phthalates, tartratos, lactateSi or thiocyanates of sodium, potassium, lithltim or 
ammonium. 

39. (ORIGINAL) The method of claim 37 wherein the chelating agent is selected 
from at least one of citrates, ethylenediamine tetraacetic salts, or mixtures thereof. 

40. (ORIGINAL) The method of claim 29 wherein the reagent in (a) fijrther 
comprises phenol derivatives selected from at least one of phenylethano » propylene 
phenoxytoL thymol, butylphenol, or mixtures thereof at a final concentratjon up to 

about 5%^'^, 



41 . (ORIGINAL) The method of dalm 29 wherein the reagent In (a) further 
phenol solubilizers selected from at least one of polyalcohols, monoalcohol^, 
salts. 



42. (ORIGINAL) The method of claim 29 wherein the reagent in (a) ft rther 
comprises at least one organic compound in a concentration ranging froip about 
1 to about 5%^^ sufficient to increase the density of the compositiorj. 

43. (ORIGINAL) The method of claim 42 wherein the organic compound is selected 
from at least one of cyclohexyl bromide, dibromopropane, dichlorobenzoic gcid, and 
mixtures thereof. 
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44. (ORIGINAL) Th© method of claim 29 wherein the sample is first treated with 
the phenol-free cx)mposition of either of claims 17 or 26 before step (a). 



45. (ORIGINAL) The method according to claims 29 or 41 wherein 
(a) is buffered to maintain a pH in the range from about pH 3.6 to below 



the 



reagent in 
bH 4.0. 



step 



46. (ORIGINAL) The method according to dafms 29 or 44 wherein 
performed at a pH ranging from about pH 3.9 to about pH 9.0, and the sample 
adjusted to a pH ranging from about pH 3.6 to below pH 4.0. 



47, (CURRENTLY AMENDED) [[A]] An acidic ohenoi oreciDitation meljhod for 
isolating purified RNA from a biological sample comprising the steps of 

a) treating the sample with a mono-ohase reagent comprising phenol at a final 
concentration ranging from about 3%^ to less than 30%^ and a buffer 
sufficient to maintain a pH of the composition in the range from atjout pH 3.6 
to about pH 5.5, 

b) sedimenting or filtering the sample to obtain a purified sample sut]|stantially 
free of DNA, proteins, and cellular components, 

c) adding to the purified sample about an equal volume of a wdter-s4luble 
organic solvent to precipitate purified RNA, 

d) sedimenting or filtering the precipitated RNA, and 

e) washing and solubilizing the precipitated RNA. 
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48. (CURRENTLY AMENDED) A two-step method for Isolating purifiecl RNA from a 
biological sample comprising 

a) treating the sample with a mono-phase reagent comprising phenol at a final 
concentration ranging from about 3%"*^ to less than 30%"^. at least one 
chaotrope, and a buffer sufTlcient to maintain a pH of the compos! ion in the 
range from about pH 3.6 to about pH 5.5, 

b) sedimenting or filtering the sample to obtain a purified sample substantially 
free of DNA, proteins, and cellular components. 

c) adding to the purified sample at least one hydrophobic organic so vent and a 
buffer in a concentration sufficient to maintain a pH of the purified sanple in the 
range from about pH 3.6 to below pH 4.0. 

d) recovering purified RNA from an aqueous phase to which about a n equal 
volume of a water soluble organic solvent is added to precipitate punned RNA, 

e) sedimenting or filtrating the precipitated RNA. and 

f) washing and solubilizing the precipitated RNA. 

49. (ORIGINAL) The method of claim 48 where the hydrophobic organic solvent 
is sufficiently dense to separate the organic phase during phase separatibn. 

50. (ORIGINAL) The method according to claims 47 or 48 wherein th 5 
hydrophobic organic solvent is selected from at least one of caprolactone . ethylene 
glycol diacetate, polyethylene glycol dibenzoate, chloroform, carbon tetrachloride, 
bromochlorapropane, bromonaphtalene. bromoanisole, or mixtures therejof. 
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51 . (ORIGINAL) The method according to claims 47 or 48 wherein thb sample is 
treated with the composition of (a) at about 1.5X to about 2.5X concentration, and the 
resulting sample is diluted to approach the non-concentrated solution. 



52. (ORIGINAL) The method according to any of claims 29. 44, 47, o 
the solvent added to precipitate RNA is at least one of lower alcohols, 
acetone, ethyl eneglycol diacetate, methyl sulfoxide^ or mixtures thereof 



48 wherein 
pdyalcohols, 



and 



53. (ORIGINAL) A method for isolating purified RNA from an RNA- 
containing solution comprising adjusting a pH of the solution with a buffe' 
amount sufficient to result in a maximum pH of 3.3, thereafter preclpltatlii|g 
purified RNA. 



64. (ORIGINAL) The method of claim 53 wherein the pH ranges from 
3.0 to about pH 2.7. 

55. (ORIGINAL) The method of claim 53 wherein the buffer is at leas 
organic acid or an inorganic acid. 



56. (ORIGINAL) The method of claim 55 wherein the acid Is selected 
one of hydrochloric acid, phosphoric acid, acetic acid, lactic acid, or 



salt- 
man 
the 



about pH 



one of an 



from at least 
mixtilires thereof. 



57. (ORIGINAL) The method of claim 53 wherein the salt is selected jrom the 
group consisting of sodium, potassium, lithium and guanidine salts. 
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58. (ORIGINAL) The method of claim 53 wherein the solution containb phenol at 
a concentration from about 1%*^ to about 60%*^. 

59. (ORIGINAL) A method for selectively precipitating higher molecular weight 
RNA from a biological sample comprising 

treating the sample with an aqueous composition comprisir g phenol at a 
final concentration ranging fnam about 1%""*to about 60%*^, at least one chaotrope. 
a buffer in a concentration sufficient to maintain a pH of the composition n the range 
from about pH 2.0 to about pH 9.0, at least one water-soluble organic so vent at a 
concentration from about 10%'^'^ to about 40%"^ to selectively precipitai e higher 
molecular weight RNA from the sample, and 

precipitating purified higher molecular weight RNA from the sample. 

60. (ORIGINAL) The method of claim 59 further comprising the step of thereafter 
adding additional organic solvent sufficient to increase the concentration of organic 
solvent to at least 50%"^ to precipitate lower molecular weight RNA, an( 
precipitating purified lower molecular weight RNA from the sample. 

61 . (ORIGINAL) The method of claim 59 comprising preparing the bi<|)logical 
sample according to any of claims 29, 44, 47, or 48 to obtain an aqueou^ solution of 
RNA, and precipitating RNA from the aqueous solution 



Page 11 of 1 2 

PA(X 11/12 ' RCVD AT 10128/2005 9:13:31 AIM [Eastern Daylight Time]* SVR:USPTO-EFXRF-6/24 * DNIS:2738300 ' C8ID:513 241 6234' DURATION (mm-ss):02-34 



BEST AVAILABLE COPY 



